Background: At the present, a shift from drug therapy, especially herbal therapy, to dietary supplementation is a trend in the management of dyslipidemia and related diseases. Therefore, the optimal utilization of herbal resource is important for a sustainable development of herbal medicine. Here, we compared the effects of dietary supplementation with Chinese medicine Schisandrae Chinensis Fructus seed (FSC-S) and the post-ethanol extraction residue of FSC-S (FSC-SpEt) on normal diet-fed (normal) and experimental hypercholesterolemic (HCL) mice. Methods: Male ICR mice (n = 10 in each group), weighing 17-21 g, were fed with normal diet (ND) or high cholesterol/bile salt (1/0.3 %, w/w) diet (HCBD) with or without supplemented with FSC-S, FSC-SpEt), or lipid-lowering agent fenofibrate (FF). Ten days later, serum/hepatic lipid and glucose (GLU) levels, body weight, organ/epididymal fat masses, and food/water intake were measured. Lipid level measurements included those of total cholesterol (TC), triglyceride (TG), high density lipoprotein (HDL), low density lipoprotein (LDL), HDL/LDL ratio, LDL/HDL ratio, and non-HDL (N-HDL).
Background
With dietary and lifestyle changes such as increases in high caloric food intake and sedentary lifestyle, there has been an appreciable rise in the prevalence of cardiovascular diseases (CVD) and obesity/overweight in developing countries [1, 2] . Among many pathogenetic factors, hyperlipidemia, especially hypertriglyceridemia, is considered as a significant risk factor for CVD, particularly the coronary heart disease [3, 4] . Therefore, reducing blood lipids and body mass is an important strategy for preventing the occurrence and progression of CVD. At present, drugs used for the treatment of hyperlipidemia include HMG CoA reductase inhibitors, fibrates, cholesterol absorption inhibitors, nicotinic acid group and bile acid sequestrants [5] . In the market, there are more than 10 prescription anti-obesity drugs such as Reductil, Xenical, Didrex, Tenuate, Belviq, Bontril, Adipex, Orlistat, and Qsymia, etc [6] [7] [8] . While most currently used lipid-lowering and weight-loss chemicals are either expensive or having potential side effects, recent research has been focused on exploring alternative natural medicines for the prevention and/or treatment of hyperlipidemia and/or obesity [9, 10] . However, a number of medicinal plants are facing the threat of extinction due to overexploitation [11, 12] . The situation can partly be attributed to the waste of natural herbal resources in pharmaceutical industry.
Schisandrae Chinensis Fructus (FSC, Wuweizi in Chinese), the fruit of Schisandra chinensis (Turcz.) Baill, is a commonly prescribed herb in traditional Chinese medicine, particularly in a number of tonic formulae. FSC has previously been reported to have a wide spectrum of biological effects, including protecting against chemically and virally induced hepatic injury [13, 14] , improving insulin sensitivity [15] , protecting against oxidative damage [16] , producing sedative-hypnotic activity and anti-inflammatory effects [17, 18] . Our previous works have demonstrated that FSC extract and FSC-related compounds significantly altered lipid metabolism in mice [19] [20] [21] [22] [23] . In the present study, we endeavored to evaluate the effects of dietary supplementation with FSC seed (FSC-S) and the post-ethanol extraction residue of FSC-S (FSC-SpEt) on serum and hepatic lipid/glucose (GLU) contents in both normal diet-fed (ND) and high cholesterol/bile salt diet-fed (HCBD) mice, an animal model of hypercholesterolemia (HCL). Fenofibrate (FF), the most commonly prescribed lipid-lowering agent in Western medicine [24] , was used as a positive control for comparison. The lipid profile measurements in the serum and liver samples included total cholesterol (TC), triglyceride (TG), and non-HDL (N-HDL), as well as high density lipoprotein (HDL), low density lipoprotein (LDL), HDL/LDL ratio, and LDL/HDL ratio.
Results

Effects of FSC-S and FSC-SpEt supplementation on serum lipid profiles and GLU
As shown in Table 1 , feeding mice with FSC-S supplemented ND produced noticeable increases in serum TC (64 %), TG (155 %), HDL (68 %), and LDL (60 %) levels, but a decrease in serum GLU level by 32 %, when compared with the control group (i.e., un-supplemented ND). FSC-SpEt supplementation increased serum TC (by 25 %), LDL (27 %) and N-HDL (60 %) levels, as well as LDL/HDL ratio (15 %). However, it decreased the HDL/LDL ratio by 15 %. Daily supplementation with FF decreased serum TG level by 44 % in normal mice.
HCBD-fed mice increased serum TC, LDL, and N-HDL levels (33, 317 , and 102 %, respectively) as well as the LDL/HDL ratio (317 %), while serum TG level and HDL/LDL ratio were decreased by 23 and 76 %, respectively, when compared with those of normal mice. FSC-S supplementation significantly increased serum TC (64 %), TG (118 %), HDL (77 %) and LDL (107 %) levels in a dose-dependent manner in HCBD-fed mice. FSCSpEt treatment increased both serum HDL (22 %) and HDL/LDL ratio (21 %), but decreased serum TG (15 %) and N-HDL (17 %) levels as well as LDL/HDL ratio (18 %) in HCL mice. FF treatment reduced serum TC (30 %), TG (21 %), HDL (21 %), LDL (55 %), and N-HDL (39 %) levels, but increased HDL/LDL ratio (85 %) in HCL mice (Table 1) .
Effects of FSC-S and FSC-SpEt supplementation on hepatic lipids and GLU
As shown in Table 2 , the supplementation with FSC-S and FSC-SpEt decreased hepatic TC content by 19 % and 16 %, respectively, in normal mice. Supplementation with FSC-S increased hepatic TG (14 %) contents and decreased hepatic GLU (24 %) contents, whereas FSC-SpEt supplementation decreased hepatic TG contents (20 %) . ND supplemented with FF reduced hepatic TC, TG, and GLU contents by 59, 50 and 28 %, respectively, when compared with the un-supplemented normal mice. Feeding mice with HCBD for 10 days markedly increased hepatic TC and TG contents by 57 and 63 %, respectively. When compared with un-supplemented HCL mice, the dietary consumption of FSC-S increased hepatic TG content (up to 20 %), and reduced hepatic GLU (up to 22 %) in a dose-dependent manner. Daily supplementation with FF lowered hepatic TC, TG and GLU contents by 64, 43, and 39 %, respectively ( Table 2) .
Effects of FSC-S and FSC-SpEt supplementation on hepatic size and liver function
In normal mice, supplementations with FSC-S, FSCSpEt, and FF caused an elevation in hepatic index by 56, 10, and 67 %, respectively, when compared with the un-supplemented control. Mice fed with HCBD for 10 days produced an increase in liver size by 16 % and serum alanine aminotransferase (ALT) activity by 22 %, when compared with the ND-fed mice. FSC-S, but not FSCSpEt supplementation increased hepatic weight and index (up to 36 and 58 %, respectively) and serum ALT activity (approximately 33 %) in a dose-dependent manner. FF supplementation elevated hepatic weight, hepatic index, and serum ALT activity by 67, 71, and 78 %, respectively, in HCL mice (Table 3) .
Effects of FSC-S and FSC-SpEt supplementation on organ/ tissue weight/indices
Supplementation with both FSC-S and FF significantly decreased the epididymis fat weight and index in both normal and HCL mice. FSC-S supplementation also reduced kidney and spleen mass in both normal and HCL mice. For the normal mice, FSC-S did not change the testis weight but increased testis index 1 or index 2 by 32 and 39 %, respectively. However, FSC-SpEt supplementation did not alter these organ and epididymis fat weight and indices (Table 4) .
Effects of FSC-S and FSC-SpEt supplementation on stomach weight/indices, residual gastric contents and fecal TC contents Feeding mice with ND-supplemented FSC-S significantly reduced stomach weight by 26 %, but it increased Experimental details were described in Table 1 . Mice were fed with ND and HCBD without or with FSC-S, FSC-SpEt, or FF supplementation. Ten days after supplementation, hepatic TC, TG and GLU contents were determined. Values given are the means ± SEM, with n = 10. * P < 0.05, ** P < 0.01 vs ND; # P < 0.05, ## P < 0.01 vs HCBD. Statistical significant differences were determined using a one-way ANOVA followed by Dunnett's multiple comparisons test or post-hoc analysis residual gastric content and both index 1 and 2 by 33, 87, or 94 %, respectively. Supplementation with FSC-SpEt showed no effect on stomach weight and residual gastric content or indices, but it decreased fecal TC level by 18 %. FF supplementation reduced stomach weight and index 1 by 18 and 14 %, respectively. In HCL mice, fecal TC level was significantly increased by 342 %. FF supplementation increased fecal TC level by 20 % and stomach index 2 by 12 % in HCBD mice, when compared with unsupplemented HCBD mice. FSC-S treatment increased stomach index 2 (13 %) and residual gastric content index 1 (41 %) and 2 (48 %) in HCL mice. FSC-SpEt supplementation decreased residual gastric content and the index (up to 32 %) in HCL mice (Table 5) .
Effects of FSC-S and FSC-SpEt supplementation on body weight
FSC-S supplement suppressed the increase in body weight (approximately 28 % in normal mice and 13 % in HCL mice), when compared with the corresponding normal and HCL mice without FSC-S supplementation. FSC-S and FF reduced the values of body weight minus liver weight by 31 and 7 % in normal mice and 17 and 7 % in HCL mice, respectively. FSC-SpEt did not alter the body weight gain in both mice (Table 6 ).
Effects of FSC-S and FSC-SpEt supplementation on food, water, and drug intake As shown in Table 7 , the ratio of food and water intake to body weight (RFBW and RWBW, respectively) and feed efficiency index (FEI) and water efficiency index (WEI) values showed no detectable differences between normal and HCL mice. While FSC-S supplementation at the dose of 9 % reduced RFBW by 18 % in both normal and HCL mice, it elevated FEI and WEI by 133 and 95 % in normal mice and 33 and 41 % in HCL mice, respectively. However, FSC-SpEt and FF supplementations did not alter the daily food/water intake in normal and HCL mice. Daily intake of FSC-S/FSC-SpEt was estimated to be 5.13/5.44 g/kg (based on crude herb equivalent) and 12.73-12.79/16.76-17.93 g/kg at 3 % and 9 % supplementation, respectively. FF was estimated to be 0.08 and 0.1 g/kg/day in ND-fed and HCL mice, respectively.
Discussion
It is well known that dietary intake is causally related to hyperlipidemia, including hypercholesterolemia, hypertriglyceridemia and their combination in experimental animals and humans [25] [26] [27] . In the present study, feeding mice with HCBD for 10 days caused significant increases in serum TC and LDL levels, but serum TG level was significantly decreased. This is consistent with observations in our previous study [20, 21] . However, it has been shown that elevations in serum TC and TG occur in rabbits fed a diet supplemented with 1 % cholesterol for 60 days [28] . The degree of cholesterol-induced hypertriglyceridemia may vary among animal species, which may be related to the duration of high cholesterol intake. Currently, serum parameters of N-HDL, LDL/HDL and HDL/LDL have been clinically used for predicting the risk of CVD in patients with dyslipidemia, as well as monitoring the effectiveness of lipid-lowering agent in patients [29] [30] [31] . As observed in the present study, HCBD-fed mice showed a Experimental details were described in Table 1 . Mice were fed with ND and HCBD without or with FSC-S, FSC-SpEt, or FF supplementation. Ten days after supplementation, epididymis fat, kidney, spleen and testis mass and index were measured. Index 1 and index 2 were estimated from the ratio of their weight to body weight × 100 or their weight to body weight -liver weight × 100, respectively. Values given are the means ± SEM, with n = 10. * P < 0.05, ** P < 0.01 vs ND; # P < 0.05, ## P < 0.01 vs HCBD. Statistical significant differences were determined using a one-way ANOVA followed by Dunnett's multiple comparisons test or post-hoc analysis decrease in serum HDL/LDL and increases in serum N-HDL and LDL/HDL values. This animal model may be appropriately used for evaluating the effectiveness of drug on serum lipid profile, which is predictive of risk on CVD. FSC-S supplementation was found to increase serum lipid levels, including those of "good cholesterol" and "bad cholesterol", in both normal and HCL mice. While FSC-SpEt increased serum HDL level and HDL/LDL ratio, it decreased serum TG, LDL, and N-HDL levels. Currently, it is widely believed that bad cholesterol plays an important role in the development of CVD. In contrast, good cholesterol is responsible for returning Experimental details were described in Table 1 Table 1 . Mice were fed with ND and HCBD without or with FSC-S, FSC-S pEt , or FF supplementation. Body weight (BW) in each mouse was measured before medication (D0) and at D2, D6 and D10 following administration of drug. In addition, the values of BW minus liver weight (LW) were also determined due to hepatomegaly caused by FSC-S and FF supplement. Values given are the means ± SEM, with n = 10. * P < 0.05, ** P < 0.01 vs ND; # P < 0.05, ## P < 0.01 vs HCBD. Statistical significant differences were determined using a one-way ANOVA followed by Dunnett's multiple comparisons test or post-hoc analysis excessive cholesterol in the bloodstream back to the liver where it is excreted in bile. Given the beneficial effect of FSC-SpEt on serum lipid profile, it may be potentially used for alternative treatment in patients with hyperlipidemia.
The liver plays a key role in lipid metabolism. Feeding mice with HCBD for 10 days increased hepatic lipid accumulation and size, which was associated with liver injury, as evidenced by an increase in serum ALT activity. Although both FSC-S and FSC-SpEt supplementations did not reduce hepatic lipid content in HCL mice, they lowered hepatic TC contents in normal mice. FSC-S supplementation also decreased hepatic GLU content in both normal and HCL mice. The ability of FSC-S and FSC-SpEt supplementation to elevate serum TC levels and lower hepatic TC content may be related to the release of hepatic TC into bloodstream in supplemented mice. Given that lignans presented in FSC could improve insulin sensitivity via activating the peroxisome proliferator-activated receptor (PPAR)-γ pathways [15] . The supplementation with FSC-S, but not FSC-SpEt (which is deprived of lignans), reduced serum and hepatic GLU levels in mice. It has been demonstrated that FSC has hepatoprotective activity [13] . However, serum ALT activity was slightly elevated in the FSC-Ssupplemented HCL mice. This observation may be related to the increase in liver size in HCL mice.
While FSC-S supplementation decreased body weight, epididymis fat, kidney and spleen weight and indices in normal and HCL mice, FSC-SpEt only induced an increase in liver size in normal mice. The observation that losses of body weight and fat occurred in FSC-S supplemented mice suggests the utilization of FSC-S as a prophylactic or therapeutic agent in overweight or obese individuals. Although the amount of food intake and the ratio of food intake to metabolic body mass as indicated by RFBW were reduced in both FSC-S/normal and FSC-S/HCL mice, their FEI values markedly increased as compared with the corresponding unsupplemented animals. This indicated that some ingested food/energy is not converted into body mass in both normal and HCL mice supplemented with FSC-S. FEI (weight gain per unit of food ingested) is an index reflecting the amount of feed to produce one kilogram of meat in animal husbandry industry [32] [33] [34] [35] [36] . In this study, FEI reflects the FSC-S-induced body weight loss in normal and HCL mice.
FF, a synthetic fibric acid derivative, is a prescribed drug for the treatment of dyslipidemia. The therapeutic effect of FF, which is mediated by PPAR-α activation, is consisted of reduction in the blood TC and LDL, especially TG levels, as well as the associated increase in HDL [37, 38] . In the present study, FF supplementation decreased serum TC, TG, LDL and N-HDL levels, but it increased HDL/LDL in HCL mice. In addition, FF also lowered hepatic TC, TG and GLU levels in both normal and HCL mice. Despite the fact that FF produces a significant effect on the metabolism of lipids as well as GLU, including down-regulation of lipogenesis and upregulation of fatty acid oxidation [39] , the liver injury, as Experimental details were described in Table 1 . Mice were fed with ND and HCBD without or with FSC-S, FSC-SpEt, or FF supplementation for 10 days. During supplementation, the volumes of food/water/drug intake and the ratio of food/water intake to body weight were estimated in each group. The dosages of drug intake (g/kg/day) were determined by noting the amount of ingested diet (g/kg/day) and the drug concentrations in the diet. The weight of drug was subtracted from the food intake. FSC-S and FSC-SpEt doses were based on their crude herbal material. The ratio of food (g) and water (mL) intake to body weight (g) (RFBW and RWBW, respectively) was calculated by using the formula as follow: total food (g) and water (mL) intake divided total body weight (g) for an experimental period of 10 days. The feed efficiency index (FEI) and water efficiency index (WEI) was calculated by using the formula as follow: food (g) and water (mL) consumption divided body weight gain (g) for the 10 days of treatment with drugs indicated by high serum ALT activity and hepatomegaly, was aggravated by FF treatment in HCL mice. This is consistent with the earlier experimental and clinical observations [20, 21, [40] [41] [42] . Chinese herbal medicine (CHM) has been used for over 2000 years in China. Since the introduction of Western medicine in China during the 16 th century, CHM has become an alternative medicine rather than the mainstream medicine in China [43] . In recent decades, however, more and more people suffer from chronic diseases which cannot be treated effectively with chemical drugs in Western medicine. Consequently, complementary and alternative medicine, including CHM, has gained more attention and thus becomes popular [44, 9] . Today, about 80 % of people worldwide rely on herbal medicines for some aspects of their primary health care, and more than 8000 varieties of CHM or related herbal products are now exported from China to more than 130 countries and regions [44, 11] . The increasing demand for herbal products in the global market would likely pose tremendous challenge on herbal resources in the world. For example, the Panax herb (eg. ginseng) was being consumed by millions and millions of people around the world, while wild Panax japonicus plants have become increasingly rare in China [45] . The effects of crude FSC-S (without any processing) and FSCSpEt (usually treated as waste in the modern pharmaceutical industry) were compared in normal and HCL mice in the present study which aimed to demonstrate how natural herbal material can be fully utilized. The research and development of herbal medicine, while under the guidance of scientific principle, should be economical, simple, safe, effective, and environmental friendly. Results obtained from the present study showed that both crude herb FSC-S and its "waste" FSC-SpEt possess a variety of bioactivities resembling its "active extract" or "active compound".
In conclusion, results obtained from the present study suggested that daily supplementation with FSC-S and FSC-SpEt may provide an effective alternative intervention for the management of hyperlipidemia/fatty liver and overweight/obesity, respectively. Data are summarized in Table 8 . ether-anesthetized animals that had been fasted for 6 h (from 6 am to 12 noon) and were subjected to biochemical analysis. All experimental procedures were approved by the University Committee on Research Practice at the Beijing University of Chinese Medicine.
Experimental design Design 1
In this study, the effects of FSC-S and FSC-SpEt supplementation on lipids, GLU, and liver function were investigated in normal mice. Animals were divided into four groups of 10 animals in each: Group 1, mice fed with ND; Group 2, 3, 4, mice fed with ND supplemented with 9 % FSC-S, 9 % FSC-SpEt, and 0.05 % FF (w/w), respectively. After 10 days of supplementation, mice were sacrificed under light ether anesthesia. Blood samples were collected from the orbital vein, and liver tissue samples were obtained and subjected to biochemical analysis.
Design 2
This study was designed to investigate the effects of FSC-S and FSC-SpEt supplementation on serum and hepatic parameters in HCL mice. Animals were randomly divided into four groups of 10 animals in each: Group 1, mice fed with ND; Group 2, mice fed with high cholesterol/bile salt (1/0.3 %, w/w) diet (HCBD); Group 3, 4, 5, and 6, mice fed with HCBD supplemented with FSC-S (3 %, 9 %) and FSC-SpEt (3 %, 9 %), respectively; Group 7, mice fed with HCBD supplemented with 0.05 % FF. After 10 days of supplementation, mice were sacrificed under light ether anesthesia. Blood samples were collected from the orbital vein, and liver tissue samples were obtained and subjected to biochemical analysis. Figure 1 shows the design of this study.
